Background: Although the mononuclear cell (MNC) transplantation could theoretically induce therapeutic angiogenesis in the patients with no-option critical limb ischemia (NO-CLI), the clinical responses to this approach are inconsistent among different clinical trials. The purpose of this study was to identify the prognostic factors of responders and develop a predictive nomogram to guide patient selection.
Background
As the terminal stage of peripheral artery disease (PAD), critical limb ischemia (CLI), which is characterized by rest pain and unhealing wounds of the limbs, is associated with a 1-year major amputation rate of 30% and mortality rate of 25% [1, 2] . Currently, endovascular and surgical revascularizations are the effective mainstream interventional strategies for CLI [3] . However, up to 30% of CLI patients are not suitable candidates for these procedures due to distal runoff deficiency or rapid postoperative arterial re-occlusion [4] . In these so-called no-option CLI (NO-CLI) patients, the prognosis appears to be even worse, with a major amputation rate of 40% at 6 months from onset [2] . Novel approaches of stem cell-based therapeutic angiogenesis, including bone marrow-(BM) or peripheral blood (PB)-derived mononuclear cell (MNC) transplantation with or without purification of specific cell types, are increasingly being used in clinical trials that attempt to treat NO-CLI [5] [6] [7] [8] [9] [10] [11] [12] [13] . These phase I/II trials have confirmed the safety and feasibility of MNC transplantation and revealed its potential therapeutic benefits. However, the curative effects are inconsistent among different study populations. Several clinical trials have shown the positive therapeutic efficacy of MNC or purified CD34 + cell transplantation in treating NO-CLI patients with respect to avoiding major amputations and promoting wound healing [12, 14, 15] . In contrast, other trials have observed an insignificant moderate prognosis following such therapeutic approaches relative to conservative treatments or placebo [7, 11] . These controversial results might be attributed largely to the considerable heterogeneity of the study population. Younger patients with thromboangiitis obliterans (TAO) have been shown to achieve more therapeutic benefits than older patients with arteriosclerosis obliterans (ASO) [11, 16] . Notably, aging was considered to be a critical factor for attenuating blood perfusion restoration after cell transplantation [17] . In addition, the concomitant cardiovascular diseases and organ dysfunction would probably lower the survival rate of the elderly PAD/CLI population, thereby compromising the therapeutic benefits of the MNC treatment. Another important factor relating to prognosis is the feature of the transplant. Although the therapeutic mechanism of mononuclear cells remains to be clarified, the dosage of transplanted CD34 + cells is regarded as a key factor for ineffective revascularization and blood supply restoration [18] . Meta-analyses have revealed that in clinical trials, patients do not respond favorably to MNC transplantation with a relatively low dosage of CD34 + cells or MNCs [19, 20] . To date, the characteristics of the patients who benefit from MNC transplantation have not been comprehensively investigated. Due to the conflicting findings of different clinical trials, the patient selection criterion of this approach should be reexamined and clarified. This study was performed to explore the clinical background features and transplants of both responders and non-responders to MNC transplantation and to develop a nomogram to practically formulate an individualized prognostic prediction and clarify the criterion.
Methods

Patients
A consecutive cohort from May 2009 to October 2017 was retrospectively enrolled in our center and included 110 patients with NO-CLI who received peripheral blood mononuclear cell (PBMNC) transplantation with or without purification for CD34 + cells. The patients included in the study met the following inclusion criteria: (1) provision of signed informed consent, (2) male or female aged between 18 and 80 years, (3) diagnosis of limb ischemia due to arterial stenosis or occlusion, as confirmed by computed tomographic angiography, magnetic resonance angiography, or digital subtraction angiography, (4) rest pain or tissue loss under the superior level of metatarsus (Rutherford class 4 or 5) that was anatomically unsuitable for surgery or an endovascular intervention or showing no improvement for at least 3 months following surgery or an endovascular intervention, (5) if present, unrelieved rest pain or a wound size that was not reduced after at least 1 month of medical treatment or other conservative treatment including smoking cessation, dietary control, and exercise therapy, and (6) complete baseline data and known status of survival, amputation, wound healing, and rest pain relief at 6 months after transplantation. The exclusion criteria were (1) serious health events < 3 months before admission, including but not limited to a myocardial infarction, cerebral apoplexy, a pulmonary embolism, and severe hepatic and renal dysfunction, (2) a diagnosis or suspicion of malignancy at baseline, or (3) a life expectancy < 6 months.
This study was approved by the ethics committee of Zhongshan Hospital, Fudan University, China. It was performed in agreement with the ethical principles of the Declaration of Helsinki.
Procedures for cell transplantation
All the patients received subcutaneous injections of rhG-CSF (Neupogen®; Amgen, Thousand Oaks, CA, USA) (5-10 μg/kg per day for 4 days) to mobilize the BM cells, and enoxaparin (4000 IU/day) was administered daily to prevent hypercoagulable states. On the fifth day, a suspension of PBMNCs (200 mL) was collected via leukapheresis (COM.TEC; Fresenius Hemocare GmbH, Bad Homburg, Germany). The non-purified PBMNC transplants were obtained by washing three times and resuspending the apheresis products in an ethylenediaminetetra-acetic acid-phosphate buffered saline solution (200 mL) that contained 0.5% human albumin. The purified CD34 + cell transplants (40 ml) were obtained using a magnetic cell sorting system (MiltenyiBiotec GmbH, BergischGladbach, Germany) immediately after resuspension. The CD34 + cell counts of all the transplants were determined by leukocyte counting and flow cytometry using CD34 antibody. The final implanted CD34+ cells was set at a dosage ranging from 10 5 to 10 6 per kilogram body weight and the cells were transplanted into the ischemic limbs via equidistant intramuscular injections (0.5 mL/site) under general anesthesia. The injections were distributed in the calves/forearms and feet/hands in the patients with arterial occlusions above the ankle/wrist. In those with occlusions below the ankle/wrist, the injections were only administered in the feet/hands.
Baseline information and endpoints
The baseline information was collected from the medical record of each patient, and this information included the demographic data, the etiology of the limb ischemia, the risk factors for peripheral artery and cardiovascular diseases, the critical results of blood examination, and the treatment history. The baseline features of the treated limb were also recorded, including the Rutherford class, the wound type, the ankle-brachial index (ABI), the transcutaneous pressure of oxygen (TcPO 2 ) of the dorsum, and the occlusion level of the arteries according to the pretherapy radiological imaging. The primary endpoint was CLI remission, defined as surviving patients with complete wound healing and rest pain relief, without major limb amputation at 6 months after transplantation. The patients who achieved CLI remission were regarded as responders. The other patients were regarded as non-responders. The secondary endpoints included mortality and the major amputation-free survival rate at 6 months.
Statistical analysis
The baseline characteristics of the responders and non-responders were compared first. Continuous variables were presented as the means ± standard deviations (SDs) or as the medians ± interquartile ranges (IQRs) according to the data distribution. 
Results
Baseline information and endpoints
Of the 110 patients reviewed, 3 were lost to follow-up within 6 months, and the critical baseline information of the other 4 was lacking. Therefore, 103 patients with complete data at the 6-month follow-up were finally included and analyzed (Fig. 1) . The mean age of the patients was 44.9 ± 13.1 years, and the male ratio was 98.1%. The etiologies included TAO (86 patients), ASO (10 patients), collagen disease (4 patients), Crohn's disease (1 patient), and eosinophilia (2 patients) ( Table 1 ). There were 99 lower limbs and 4 upper limbs involved in the study. The baseline Rutherford class was 5 in 91 patients (88.4%) and 4 in 12 patients (11.6%) ( Table 1) . The median total CD34 + cell count in the transplants was 43.0 × 10 6 , with an IQR of 26.0-84.0 × 10 6 . The 6-month major amputation-free survival rate was 92.2% (95/103), wherein 3 patients with TAO and 4 patients with ASO underwent major amputations (6 above-the-knee cases and 1 below-the-knee case) and 1 patient with TAO died at 2 months due to hepatic failure of unknown cause. A total of 56.3% (58/103) patients achieved complete remission from CLI at 6 months and were regarded as responders to the MNC transplantation ( Table 1) .
Characteristics of responders and non-responders
The mean age of the responders tended to be lower than that of the non-responders, though the difference was not significant (43.4 ± 11.2 versus 46.8 ± 15.2 years, P = 0.204). However, the frequency of the patients whose ages were < 50 years in the responder group was significantly higher than that in the non-responder group (77.6% versus 48.9%, P = 0.002) ( Table 1) . Similarly, comparing frequency distribution trends of age in the responders and non-responders, an intersection point was observed at 50 (Additional file 1). When the baseline blood examinations were evaluated, the responders had significantly lower blood fibrinogen and CRP levels than the non-responders (Table 1) . No significant differences were observed between the responders and non-responders in terms of the etiologies, risk factors of cardiovascular disease, or treatment histories (Table 1) .
Regarding the treated limbs, the responders were characterized by significantly higher baseline ABI (median 0.515, IQR 0.410-0.695) and TcPO 2 (median 24 mmHg, IQR 14-30 mmHg) than the non-responders (ABI, median 0.430, IQR 0.280-0.540, P = 0.011; TcPO 2 , median 9 mmHg, IQR 4-19 mmHg, P < 0.001) ( Table 2 ). Based on the available complete longitudinal data (n = 69), the median TcPO 2 of the responders increased from 24 mmHg (IQR 14-31 mmHg) at baseline to 42 mmHg (IQR 21-57 mmHg) at 6 months post-transplantation (P < 0.001), while that of the non-responders did not improve significantly, increasing from 11.5 mmHg (IQR 4-26 mmHg) at baseline to 13.5 mmHg (IQR 5-43 mmHg) at 6 months post-transplantation (P = 0.094) (Fig. 2a) . TcPO 2 at baseline correlated significantly with that at 6 months (R 2 = 0.245, P < 0.001) (Fig. 2b) . Considering the aspect of arterial lesions, 60.02% of the patients were characterized by an occlusion level above the knee or elbow, including 3.9% in the common or external iliac artery, 4.8% in the common femoral artery or axillary artery, 35.0% in the superficial femoral artery or brachial artery, and 16.5% in the popliteal artery. The remaining 39.8% of the patients were characterized by a highest occlusion level below the knee, with 27.2% of occlusions located in the calves or forearms and 12.6% of occlusions located below the ankles or wrists. The responders had a significantly lower frequency of arterial occlusions above the knee or elbow than the non-responders (46.6% versus 77.8%, P = 0.001) ( Table 2 ). In addition, no differences were observed between the responders and non-responders in terms of the Rutherford class (P = 0.277) or gangrene (P = 0.718) ( Table 2) . Regarding the transplants, the responders were not associated with preconditioning of CD34 + cell purification (P = Table 2 ). The total transplanted CD34 + cell count appeared to be higher in the responder group (median 51.5 × 10 6 , IQR 26.0-103.0 × 10 6 ) than in the non-responder group (median 40.0 × 10 6 , IQR 26.0-68.0 × 10 6 ), although the difference was not statistically significant (P = 0.114) ( Table 2) .
Prognostic factors
According to the results of the univariate logistic regression, several variables were screened out: age ≥ 50 years [odds ratio ( Table 3 ). The linear regression analysis showed a significant correlation between the levels of CRP and fibrinogen (R 2 = 0.376, P < 0.001), and the correlation between ASO and age was also significant according to Pearson's chi-square test (P < 0.001) (Additional file 1).
Age ≥ 50 years was chosen for further multivariate regression prior to the etiology (ASO), and the reason is presented in the discussion section. ABI was also removed before the multivariate regression because it could only be examined in the lower limbs (n = 99 in our study) and was not suitable for a prognostic analysis of the patients with upper limb ischemia. Either CRP or fibrinogen could be incorporated into the multivariate regression. When incorporating fibrinogen > 4 g/L, the multivariate regression finally indicated that age ≥ 50 years (OR 0.201, 95% CI 0.068-0.595, P = 0.004), fibrinogen > 4 g/L (OR 0.176, 95% CI 0.055-0.563, P = 0.003), highest arterial occlusion level above the knee or elbow (OR 0.232, 95% CI 0.077-0.703, P = 0.010), TcPO 2 (OR 1.062, 95% CI 1.017-1.110, P = 0.006), and Log total transplanted CD34 + cell count (OR 3.506, 95% CI 1.021-12.039, P = 0.046) were independent prognostic factors of responders (Table 3 ). The regression model was statistically significant (χ 2 = 44.585, P < 0.001) and explained 47.1% (Negelkerke R 2 ) of the variance in the outcome. When incorporating CRP > 3 mg/L, the ORs of the other prognostic factors remained significant, but the Negelkerke R 2 dropped to 42.9% (Additional file 1). Thus, the prior model incorporating fibrinogen > 4 g/L was chosen for the development of the nomogram.
Nomogram and validation
Based on the results of the multivariate regression, a nomogram incorporating five predictors was established to predict the probability of responders (Fig. 3) . In the *Defined as the highest occlusion level located at common iliac artery, external iliac artery, common femoral artery, superficial femoral artery, popliteal artery, axillary artery, or brachial artery **ABIs of 99 patients with lower limbs treated were included in this analysis, while the other 4 patients with upper limb lesions were excluded *** Base-10 logarithm of total transplanted CD34 + cell counts OR, odds ratio; CI, confidential interval; CRP, C-reaction protein; ASO, atherosclerosis obliterans; ABI, ankle-brachial index; TcPO 2 : transcutaneous pressure of oxygen; CD, cluster of differentiation nomogram, each variable was given a score by projecting its status to the upper point scale (0-100) with a straight line. A total score was then calculated by summing up the whole scores of the five variables. The predicted probability of a responder could be determined by projecting the total score line straight to the probability scale line in the bottom (Fig. 3) . A ROC curve was generated to address the sensitivity and specificity of the nomogram. The area under the ROC curve was 0.851 (95% CI 0.779-0.922), indicating good discrimination for responders (Fig. 4a) . With 1000 cycles of bootstrap resampling, the bias-corrected calibration curve was close to the 45°line, indicating good agreement between the predicted probability and the observed probability of responders (Fig. 4b) . The typical CTA and longitudinal foot photos of a responder and a Fig. 3 Nomogram predicting responders to mononuclear cell transplantation for no-option critical limb ischemia. Each variable is given a score by projecting its status to the upper point of the scale (0-100) with a straight line. Based on a total score calculated by summing the whole scores of the 5 variables, the predicted probability can be determined by projecting the total score line straight to the probability scale line at the bottom. Log, Base-10 logarithm; TcPO 2 , transcutaneous pressure of oxygen; CD, cluster of differentiation 
Discussion
Summary of the results
The current study investigated the prognostic factors related to the therapeutic efficacy of MNC transplantation in treating NO-CLI, and, to our knowledge, this study has initiatively developed a visualized scale to provide an individualized prediction of whether a patient would respond to MNC transplantation. Our results revealed that age ≥ 50 years, blood fibrinogen > 4 g/L, and arterial occlusion above the knee/elbow were negative factors in terms of the probability of being a responder, while the TcPO 2 value and total transplanted CD34 + cell count positively correlated with the probability of being a responder. These prognostic factors were independent from each other, and based on these factors, we built a predictive nomogram with high discrimination and accuracy.
Prognostic factors associated with patients
Patient age has been considered a critical factor that affects the prognosis after cell therapy. Madaric et al.'s study identified age as an independent predictor for the 1-year amputation-free survival of CLI patients who received MNC transplantation [21] . In our study, we found that age ≥ 50 years was an independent negative prognostic factor for responders who achieved complete CLI remission within 6 months. The critical role of age in the prognosis might be explained with several aspects. First, auto-transplants from elderly patients might not induce sufficient angiogenesis or vasculogenesis due to the aging-related impairment of the survival, migration, differentiation, and paracrine ability of the pro-angiogenic cell fraction [22] [23] [24] . Li et al. demonstrated that the ages of human donors correlated inversely with the angiogenic potency of mononuclear cells in preclinical experiments [17] . Accordingly, the aging-related impairment of transplants might explain the inconsistent prognoses of the population at various ages. Second, the relatively poor general condition of elderly patients, complicated responder (a, b, c) and a non-responder (d, e, f). The case on the left side was a 37-year-old male diagnosed with thromboangiitis obliterans, characterized by progressive limb gangrene (b), occlusion level at popliteal artery (a), transcutaneous oxygen pressure of 15 mmHg, Log transplanted CD34+ cells of 8.17, and baseline blood fibrinogen < 4 g/L. The nomogram-based score was 192, indicating a probability of 0.76 to be a responder. His toe gangrene was debrided during the transplantation, and the wound healed completely within 6 months (c). The case on the right side was a 73-year-old male diagnosed with atherosclerosis obliterans, characterized by left foot rest pain, occlusion level at proximal superficial femoral artery (f), transcutaneous oxygen pressure of 12 mmHg, Log transplanted CD34+ cells of 7.38, and baseline blood fibrinogen < 4 g/L. The nomogram-based score was 110, indicating a probability of 0.18 to be a responder. His rest pain was not relieved and the fourth and fifth toes had gangrene at 6 months (e). The white arrows indicate the arterial occlusion level by high risks of organ dysfunction or cardiovascular diseases, was likely to reduce the probability of overall survival and amputation-free survival. However, this notion might not explain the age-related CLI remission in our study because the time to endpoint was relatively short and because only one death event occurred, and the enrolled patients were generally in good condition with low frequencies of severe complications. Previous studies have also suggested that the etiology of CLI is a critical prognostic factor. The Therapeutic Angiogenesis by Cell Transplantation (TACT) trial reported that TAO patients who received BM-MNC transplantation had significantly higher major amputation-free rates (1 year 93.2%; 10 years 87.9%) than ASO patients (1 year 78.7%; 10 years 70.1%). The PROVASA trial suggested that TAO patients responded to the MNC therapy more favorably than ASO patients, with a higher probability of rest pain alleviation and ulcer healing [11] . Likewise, our study observed that ASO was associated with a reduced, though insignificant, probability of being a responder. Because the patients with TAO were characterized by a much younger onset age than those with ASO, which was also confirmed in our study, we speculate that age and aging-related cell functional impairments at least partially underlie the relevance of etiology to prognosis. Therefore, age ≥ 50 years was chosen for the multiple regression and nomogram prior to the etiology of ASO, because the former was considered to have a more direct impact on the impaired therapeutic efficacy of MNC transplantation than the latter.
The morphology of the arterial lesion has been considered critical to endovascular and bypass surgery. In contrast, most of the previous clinical studies of cell therapy did not take the anatomical property of the involved arteries into consideration. A recent study, however, found that CLI patients without amputations at 3 months post-MNC transplantation showed more favorable patency of the upper-popliteal arteries than those with major amputations [25] . Our results further indicated that arterial occlusion above the knee or elbow was a significant negative predictor for responders and was independent of age. Notably, in most non-responders (77.8%), the occlusion level involved the popliteal or upper-popliteal artery. We speculate that the above-the-knee patency of the lower limb arteries can bring more favorable blood perfusion to the transplanted site (calf and distal foot), thus enhancing the tissue regeneration induced by cell therapy. Accordingly, we suggest that a sufficient inflow from the upper-popliteal arteries to the calf might be a necessary condition for MNC transplantation. In addition, the significant inverse correlation between the above-the-knee occlusion and responders might partially explain the poor prognosis of cell therapy in ASO patients with CLI because the upper-popliteal arteries, especially the superficial femoral artery, were mostly affected in ASO, while TAO was characterized by the initial invasion of distal small arteries below the knee.
TcPO 2 represents the tension of oxygen disseminated from subcutaneous microcirculation, which reflects distal peripheral perfusion. The TcPO 2 measurement has been considered a useful predictor for post-debridement chronic ischemic ulcer healing, with a threshold value of 20-40 mmHg, and a TcPO 2 value over 40 mmHg seemed to promise complete ulcer healing [26] . In our study, the responders had significantly higher baseline TcPO 2 values for the distal foot (median 24 mmHg) than the non-responders (median 9 mmHg). The multivariate regression analysis also showed that the baseline TcPO 2 value was an independent prognostic factor, which was consistent with several previous studies [21, 25] . According to the longitudinal data, we further found that the responders achieved a significant improvement in TcPO 2 6 months post-transplantation, while the non-responders did not. Moreover, the TcPO 2 at baseline correlated significantly with that at 6 months. These results suggested that the restoration of peripheral perfusion induced by MNC transplantation was characterized by a favorable baseline condition of local microcirculation, which might explain the predictive role of baseline TcPO 2 .
Inflammatory biomarkers such as fibrinogen, CRP, and interleukin-6 have recently been considered critical risk factors for the development and progression of PAD [27] . Our study has demonstrated that responders to the MNC transplantation are characterized by significantly lower baseline values of both CRP and fibrinogen than non-responders, and these two biomarkers are significantly correlated with each other according to the linear regression analysis. Because both biomarkers are acute-phase reactant proteins that are produced by the liver during inflammation, we suggest that the systemic or local inflammatory reaction can negatively influence the therapeutic angiogenesis of the MNC transplant. On the one hand, inflammatory factors such as CRP can directly inhibit EPC survival, differentiation, and angiogenic potency [28] . Fibrinogen also plays a leading role in thrombosis, and elevated fibrinogen can increase the cumulative rates of ischemic events in the course of PAD [29, 30] . Our results revealed that both fibrinogen > 4 g/L and CRP > 3 mg/L can be predictors that are independent of the other factors. The former was chosen to develop the nomogram only because it improved the fitting goodness of the model relative to the latter. More studies are required to investigate the most appropriate inflammatory biomarker to predict the prognosis of CLI candidates for cell therapy.
Prognostic factors associated with the transplants
In addition to the patient's clinical background, the characteristics of the transplants had a critical influence on the prognosis. CD34 + cells represent a main subset of stem/progenitor cells in PBMNC transplants that potentiate neovascularization in the ischemic area [31] . The number of transplanted human CD34 + cells appeared to have a strong correlation with the blood perfusion index in the severe combined immunodeficiency mouse model [23] . In addition, the increased number of transplanted CD34 + cells improved the chance of wound healing [32] . Previous clinical studies suggested thatCD34 + cells should be used as quality control for transplants, and a total CD34 + cell count over 10 5 /kg body weight seemed appropriate [33] . Our study further demonstrated that the Log total transplanted CD34 + cell count was an independent positive predictor of responders, indicating a cell dose-dependent therapeutic efficacy.
On the other hand, we found that responders at 6 months were not associated with transplant purification for CD34 + cells or the use of non-purified MNCs. This is consistent with our recent published 12-month results of a prospective randomized trial comparing these two types of cells treating NO-CLI [34] . Accordingly, we believe that both a specific CD34 + cell-based and mixed cell-based MNC transplantations might be feasible for NO-CLI patients. A longer-term follow-up study will be needed to compare the advantages and disadvantages of these two transplantation types.
Feasibility of the nomogram
This originally developed nomogram for predicting complete remissions from NO-CLI at 6 months post-MNC transplantation was based on a consecutive cohort of 110 patients (103 ultimately analyzed) in a single center. The nomogram had a good discriminative ability and predictive accuracy in the validation with the ROC and calibration curves. Notably, our patient population was characterized by a relatively young age and a low frequency of cardiovascular risk and organ dysfunction and was exclusively classified as Rutherford class 4-5. In other studies based on elderly populations with advanced limb ischemia and high risks of systemic diseases, factors such as a history of hemodialysis, Rutherford classification of 6, and high blood glucose also appeared to be relevant to poor prognosis after MNC therapy [16, 35, 36] . Thus, we suggest that our nomogram should not be applied to very elderly individuals with advanced CLI (Rutherford class 6) or a poor general condition to avoid wide uncertainty of the prediction.
Study limitations
There were several limitations to the current study. First, the current study was retrospectively designed based on a single-centered consecutive cohort, and there was no parallel placebo control group due to ethical concerns. Additionally, the sample size was not large enough for the evaluation of more specific variables, such as cell function and viability. Second, our study focused on short-term responders to MNC transplantation rather than long-term remission from CLI, which is also the target of therapeutic angiogenesis. Therefore, a prolonged follow-up of the cohort is needed in the future to confirm the robustness of the identified prognostic factors. Third, due to the nature of the single-centered design and relatively small sample size of the study, an external validation of the nomogram was not performed, and the generalizability of this predictive tool remains to be examined in cohorts from other centers.
Conclusion
Age ≥ 50 years, blood fibrinogen > 4 g/L, and arterial occlusion above the knee/elbow were independent negative prognostic factors, while baseline TcPO 2 and the Log transplanted CD34 + cell count were independent positive prognostic factors for responders who survived and achieved complete remission from CLI 6 months post-MNC transplantation. Accordingly, a nomogram with high discrimination and accuracy was developed to provide individualized predictions. A prolonged follow-up study of this cohort is needed to evaluate the robustness of these predictors, and the generalizability of the nomogram remains to be examined in cohorts from other centers. 
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